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H. List of Components 




Store imujedMTN Blots al room UmporaturonaseaWpfastcbaoawayfrornDghl. 
Store used MTN Blots at 4*C In a seated plastic bag until needed. 
Store control probe at -20"C. 

• 1 MTN Blot 

• 1 00 ng Human p-acUn cDNA control probe (2.0 kb) in 20 ul of TE butter 

(pH 7.5). Suffciont for 2-4 labeling experiments. 

• 25 ml ExpressHyb™ Hybridization Solution 



HI. Additional Materials Required 



20X SSC 

3 M NaCI 
0.3 M Sodium citrate (pH 7.0) 
Wash Solution 1 
2X SSC 
0.05% SDS 
Wash Solution 2 
0.1X SSC 
0.1% SDS 
Wash Solution 3 
2X SSC 
0.1% SOS 



ngun t. Orarvtew of UTN Blot protocol. Uu It* B^Clin probe to vorify th*l rtytortilnlJon 



X Hybridizat ion ot OllgonucleoBde & cDNA Probes 

A. HybrWlzaUon ot radloacuvely-labeled probe. 
Wi recommend the following probe concentrations: 
' cONA probes: 2-1 0 ng/mj or 1-2 x 10« cprn/m. 
• Oflgonudootide probes: 20-50 ng/ml or 1-2 x 10* 

^S^^^Sf 0 ^ 66-C. and slir well to completely 
^n^ y at ^ tat0 - For o«0on«cieotldo probes. eqEite 

for oligonucleotide probes: 37"C 

^^In^* ^ ^ * 9 s " 1 for 2-5 min. Then 
, " * probo to 5 ml of tresh ExprossHyb, and ^ 

"^^^"S^^? 1 T^J containing the 

^ "^el^H^^^ ^ ^°jL'™ ^ container and 

4\ . «» **ubat» wtm^T ^ 8VOn)y over the blot 

^^wtm continuous shaldr^ lor tr, a, the 

JorcONA probes: 68-C 

^ «hM^ST UC,eoUtto probM: 37>C 
': Wert, ferx^ VV " h J"™* J wwal times at room temperature 
^J^se^^"^ continuous agitation; replaceXwlSi * 

Jt^p^^so-c 

• ^o7Jc-^ ,0rCOp3 shako 0ff oxra58 ^ solution. 



V. Hybridization Protocols contin ued 

« Phesprwnmaoing screen. The Storm, 
screens. * ^ y al ~ 7VC *»> two Intensifying 



a. Heat the sterile HjQ/D.5% SDS solution to 90-10CTC 

C Incubate for 10 min, shaking frequently, 
d. ^™ toco* tor lOminrjefo^ 
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